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Supplemental Figure Legends

Supplemental Figure 1: CIHITA expression is silenced upon maturation of human myeloid DCs.
Human lymphocyte-depleted PMBC were cultured in FCS-containing RPMI medium in the presence of
GM-CSF (1000U/ml) and IL-4 (5ng/ml) for seven days. Maturation was induced with either LPS
(10ng/ml) or macrophage-conditioned medium. A) Flow cytometry analysis of human DC cultures.
Double stained cells were examined by two-color FACS and analyzed with FlowJO 6.0. CDl11c staining
is represented on the x-axis, while additional markers are represented on the Y-axis as indicated. B)
Quantitative RT-PCR analysis of promoter specific CIITA isoforms and HLA-DRA mRNA expression.
Amplification primers were designed within the unique Exon 1 for each of the three CIITA isoforms.
Results are normalized to GAPDH expression plotted relative to the expression of the transcript in Day 3
immature DCs. Direct comparison of the expression levels has previously shown that CIITApI has the
highest expression, CIITTApIII has moderate expression and CIITApIV is extremely low (5). C) Multiple
maturation stimuli suppress CIITA expression. Day 7 immature DCs were exposed to the stimuli
indicated on the x-axis for 24 hrs. Stimuli include double-stranded RNA (200ng/ml), LPS (10 ng/ml),
macrophage-conditioned media (50/50 v/v), TNFa (50ng/ml), IFNa (1000 U/ml). Data shown is the
average of results obtained from 3 independent donors with standard deviation. Significance was
determined using two-tailed, paired t-tests (* < 0.05).

Supplemental Figure 2: In vivo footprint of the human HLA-DRA promoter.

Immature DCs display an occupied promoter which is lost upon maturation. A) Upper strand of the
HLA-DRA promoter is shown. Lane marked “ont” shows the complete guanine sequencing ladder from
in vitro methylated DNA. All other lanes are in vivo methylated DNA samples. “Imm” represents
immature DC in culture with GM-CSF and IL-4 for 7 days. “LPS” represent mature DC cultured with
LPS (10 ng/ml) for 48 hours. All lane markings are as in Figure 1. B) Schematic of in vivo protein/DNA
interactions at the HLA-DRA promoter. Protected and enhanced residues are indicated by the open and
solid arrowheads, respectively. Known functional elements are indicated with boxes.

Supplemental Figure 3: CIITApl promoter homology between human and mouse.  Aligned
sequences for the proximal promoter region of human and mouse CIITApI is shown. Elements conserved
between species are indicated with boxes which encompass both sequences will unique elements are only
boxed on the relevant sequence. The transcription start is indicated for each promoter by the arrow and
+1.

Supplemental Figure 4: IRF8 transduction rescues MHC-II expression. A) Bone marrow-derived
murine 1rf8-/- DCs were transduced with retroviral vectors encoding either IRF8-EGFP or EGFP-only as
described (41). Two-color FACS analysis was performed using staining for CD11c and MHC Class II
with live cell gates applied based on light scattering properties. Data shown are representative plots from
several experiments. B) qRT-PCR analysis of CIITA mRNA isoforms. Data shown represent mean from
three experiments +/- standard deviation.

Supplemental Figure 5: Analysis of activating factors. A) gRT-PCR analysis of mRNA for activating
transcription factor induction during maturation of monocyte-derived DC. Data represent mean of 3
independent experiments +/- standard deviation, expressed as fold induction, relative to Day 3.. Immature
DC were analyzed at day 3 (D3) and day 7 (D7). Maturation was induced by LPS (24h) or macrophage-
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conditioned medium (48h) as indicated. B) Immunoblot analysis for activating transcription factors in
immature and LPS-stimulated monocyte-derived DCs.

Supplemental Figure 6: PRDML1 is induced by maturation and co-localizes with G9a. A)
Immunofluorescence staining of immature and mature human DCs. The antibodies used are indicated
adjacent to each row. DNA was counterstained with DAPI. B) Co-localization of PRDM1 and G9a in
mature human monocyte-derived DC (stimulated by LPS 10 ng/ml for 24 hrs). Upper row, co-
immunostaining with anti-PRDM1 and anti-HLA-DR (green). Lower row, co-immunostaining with anti-
PRDMI (red) and anti-G9a (green). The merged confocal images indicate co-localization of PRDM1 and
GYa.

Supplemental Figure 7: Mutational analysis demonstrates that upstream PU.1 element is not
critical for PRDM1-mediated repression of human CIITApl promoter. A) Transient transfection of
293T cells with the CIITApl-p709 construct and the upstream Pu.l mutants. Data was normalized to
Renilla luciferase activity with the wildtype promoter activity set to 100%. Data shown represents the
average of 3 experiments with error bars showing standard deviation. Fold repression is shown in the
boxed text. Differences between PRDM1-mediated repression of each construct were not statistically
significant (p = .09).

Supplemental Table 1: Oligonucleotide sequences utilized. Letter in red indicate mutated nucleotides.
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Supplemental Figures

Supplemental Figure 1
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Supplemental Figure 2:

Human DRA promoter
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Supplemental Figure 3: Comparison of Human and Mouse CIITA Promoter |
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Supplemental Figure 4
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Supplemental Figure 5
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Supplemental Figure 6
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Supplemental Figure 7
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Supplemental Table 1

Human ENS2 _Probes

Name Forward Primer 3'-3' Reverse Primer 3'-3'
CIITAP1-Pu.l GAT CBC AAA AGA GGEA AAT CTT CCT AAG TAG AAA TAA GAT CTT ATT TCT ACT TAG GAA GAT TTC CTC TTT TGC
CIITAP1-Pu.l mutant 1 GAT CGC ARA AGA CAG AAT CTT CCT ARG TAG ARa TAA GAT CTT ATT TCT ACT TAG GhA GAT TCT GTC TIT TGO
CITTEP1-Pu.l mutant 2 GAT CGC AAA AGA GGEA AAT CTC TGET AAG TAG AAA TAA GAT CTT ATT TCT ACT TAC AGA GAT TTC CTC TTT TEC
CIITAPl-Pu.l mutant 3 GAT CGC ARA AGA CAG BAT CTC TGT ARG TAG AAA TAA GAT CTT ATT TCT ACT TAC AGA GAT TCT GTC TIT TGC
CIITAP1-EICE CET CCT GGT TTT CAC TTC ATG TTT TGE GCA TOC AMA ACA TGA AGT GRA AAC CAG G
CIITAP1-EICE mutant 1 CET CCT GGT TTT CAC TTA AGE TTT TGE GCA TCC AAA ACC TTA AGT GAA AAC CAG G
CIITAP1-EICE mutant 2 CET COT GET TAG TAC TTC ATG TTT TGG GCA TOC ARA ACA TGA AGT ACT AAC CAG G
CIITAP1-EICE mutant 3 CGT COT GOa GTT CAC TTC ATG TTT TGE GCA TOC Abd ACA TGA AGT Ghi CTE CAG G
CIITAP1-NF-KB-S5p-1 GAT GOT GCA TGC TGE GTE AGC GGA GAT TCC AGG CAC TG GAT CAG TGC CTG Gah TCT CCE CTC ACC CAG CAT GOA GC
NFZT consensus oligo GAT CCE CCC AAA GAG GAA AAT TTG TTT CAT A GAT CTA TGA AAC ARA TTT TCC TOT TTE GG &
C/EBPP consensus oligo GAT CTG CAG ATT GCG CAA TCT GCA G GAT COT GCA GAT TGC GCA ATC TGO A
PU.1 congensus oligo GGG CTG CTT GAG GAA GTA TAA GAA T ATT CTT ATA CTT CCT CAR GCA GOC O

Human gRT-PCR primers

Gene Forward Primer 5'-3' Reverse Primer 5'-3'
CIITAFL GGA GAC CTG GAT TTG GCC CT GAA GOT CCA GGT AGC CAC CTT CTA
CIITAP3 CaA TGC GTT GCC TGEE CTC GCT GTT AAG AAG CTC CAG GTA G
CIITAP4 CAG AGC TGE CGE GAG GGA GCT GTT ALG AAG CTC CAG GTA G
Total CIITA CTC TGA GTG GOG Akd TCA AG Chh TGC TAG GTA CTG CGG
HLA-DRA GTC TEE CGE CTT GAA GAA T ACT TTE AGC CTC AAA GCT &
PU.1 AGC AGA TGC ACG TCC TCE ATA AGA COT GET GGC CAA GAC TE
ICSBR ATG TGT GAC CGG AAT GGT & CEG AAC ATG CTC TTC TTC TC
IRF-4 GTT Tah AGE AhA GTT COG AGA AGSE TAC ACT TTE TAC §66 TCT GAG ATG
NF-KB p&b AAG CTG ATG TGC ACC GAC AA CAT GGA GAC ACG CAC AGG AG
Sp-1 GOT GG AGA TCA TCT CTT CTT CCA GAG ACT GTE C&A TTC TTG
NE-TA CTC TCT ACGE TGA ATG CCA AAC AAT CAT GCA GET ATT TCC TTC TCT CCT
PRDI-BF1 TAC ATA CCA AAG GGC ACA CG TGA AGC TCC CCT CTG GAA Th
GAPDH GAk GGT GARA GGT CGG AGT GAE GAT GGT GAT GGG ATT TC

Human gPCR primers for ChIP

Gene Forward Primer 5'-3' Reverse Primer 5'-3'
hCIITAE]L GAA CCC CAG CCT ACA ACS CTG GOC AGT GOC TGG AAT
hCIITAER3 CAG ACT TTC TGT GCA ACT TTC TGT GAT TTC TGT TTC TEA ACA CCC TCT
hDRA GAT CTC TTG TGT CCT GGA CCC TTT GCA ABA ACC CT CCC AAT TAC TCT TTG GOC AAT CAG AdA AAT ATT TTG

Primers for In vivo Footprinting

Gene Forward Primer 5'-3'
hCIITAPL set Apl
hCIITAPL set Ap?Z GTT GTT CAT GGC AGC COT TGG AGT CAG
hCIITAPLl set Ap3 TET TCA TGS CAG COC TTE GAG TCA GGG CA
hCIITAPL set Cpl TOT GTE GAS TOT GAA TCA AC
hCIITAPL set Cp?2 ATC RAC CCA AAL GOC AAT ATC CAT CCG
hCIITAPLl set Cp3 COC AdA AGC CAA TAT CCA TCC GTT CAT CAG
mCITITAP]1 set Rpl AGA GCA GTE TOT GTA CTT &G
mCIITAPL set RpZ2 GGA AGT GET TCA TGG CAG TGC TCOT GAG
nCIITAPL set Ap3 GAh GTG GTT CAT 86U AGT SCT CTS AGE CT
mCIITAPL set Bpl COT TAC TOT TAT TEC TET OC
mMCIITAPL set Bp2 GTC CAA GTC ACC COT AAC CCA TTT CCG
mMCIITAPL set Bp3 CCC CTA ACC CAT TTC CGT TCA TCA GGC AC
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